Extmction was mode after three weeks of incubation of the cultures. The filter pclpers (50 x 5 of them) with the adhering mycclia were smked in 3000 ml. of sterilized distilled water for about two hours under occosionol stirring with o gloss rod without disturbing the integrity of the filter paper and the adhering mycelio.
Subsequently, the water was decanted ond ii,e filter papers with the adhering mycelio were smked again in on odditionol 3000 ml. of sterile distilled water.
In total, 6000 ml of water-exfroct were obtained in this manner. The water-extract was then filtered through o filtering opporotus composed of 8 Ioyers of cheese cloth tcgether with a thick gloss wool pad ond, finally, 3 layers of filter piper II.
Five gmms of activated charcoal ( Norit-A) were added to 500 ml. of the water exhoct. The mixture was ogitoted for o few minutes after which it was kept ot room temperotwe for about 3 hours. Subsequently, os much water os possible was dr canted without disturbing the charcool sediment. The remaining wafer together with the charcoal was then filtered through filter pope' '1 and the charcoal so collected was dried at room temperature. 300 ml. of chloroform (reogcnt grade) were added to the dried charcoal ond ogitoted vigorously for a few minutes, after which the mixture was kept at roan temperature for about 3 hours with occasional and mild ogitotion, after which the chloroform mixture was filtered hvice through 5 layers of filter pop' Il. This extraction procedure was repedted once more and, finolly, about 500 ml. of chloroform extract was obtained in this manner. The extract was then evopomted to dryness under vocwm suction. The residue, consisting of o thin film of an oily substance was redissolved in 15 ml. of chloroform, collected in a specimen vial and kept under refrigeration.
l'ne extracts were tested for their biological activity by dispensing 0. 1 ml. (2 pgm. dry weight) of extract on a small tri- In addition, the extracts were tested on single strain cultures of either Em A or Em a grown on solidified minimal medium. The control consisted of the addition of a small triangle of filter paper onto which 0. I ml of chloroform was pipetted.
For biochemical tests, the extracts were purified. The (mating type A). All tests confirmed a highly satisfactory degree of purification of these substances by the methods employed.
